In a previous study, we reported that Alzheimer's disease-associated presenilin-2 interacts with a LIM-domain protein, namely, DRAL/FHL2/SLIM3. In this study, we investigated whether DRAL modifies the metabolism of the amyloid precursor protein (APP). We used small interfering RNA (siRNA) to knockdown DRAL in COS7 and HEK293 cells that stably overexpress APP695. We found that the knockdown was accompanied by a decrease in the amount of secreted -secretase-cleaved APP and the membrane-bound C-terminal fragment C83 and an increase in the amount of secreted -amyloid peptide (A from the cells. We also found that in addition to a disintegrin and metalloprotease (ADAM)-17, DRAL binds to ADAM-10. Thus, DRAL may be involved in the processing of APP through the -secretase pathway.
5'-auacaagucacagaagcagtt-3'. These sequences are conserved between human and COS7 cells. We used control (nonsilencing) siRNA (Qiagen-Xeragon) as a negative control.
Transfection for siRNA
The COS7 or HEK293 cells that stably overexpress APP695 (HEK293-APP695 cells) [13] were cultured in Dulbecco's modified Eagle's medium (DMEM) supplemented with 10% fetal bovine serum (FBS). Cells in a 12-well plate were transfected with siRNA using the LipofectAmine2000® transfection reagent (Invitrogen) with 2 l/160
pmol (reagent/siRNA), according to the manufacturer's instructions. Transfection with siRNA involved 2 consecutive rounds in which cells underwent an initial transfection (to achieve more complete silencing), and then 2 days later, the cells were replated and next day transfected again. Five days after the first transfection, the cells were washed with serum-free DMEM and cultured in serum-free DMEM in the absence or presence of 30 nM PMA or dimethyl sulfoxide (DMSO) (vehicle) for 6 or 12h; the cells and the conditioned medium were then harvested.
Western blot analysis
The cells were lysed in sodium dodecyl sulfate (SDS)-sample buffer. The collected medium was treated with 125 g/ml sodium deoxycholate and 6% (w/v) trichloroacetic acid [2] . Proteins were precipitated by centrifugation at 20,800  g for 30 min, and the The results are mean  SD of 4 independent experiments. *P < 0.05, **P < 0.01 compared with the control siRNA-transfected cells (paired t test). independent experiments. *P < 0.05, **P < 0.01, and ****P < 0.001 compared with the control siRNA-transfected cells (paired t test). 
